Abstract
Introduction
Subthalamic nucleus deep brain stimulation (STN-DBS) is the preferred surgical therapy in patients with advanced Parkinson's disease (PD) [1] . However, its physiological mechanisms remain unclear [2] [3] [4] . STN-DBS is effective in patients with PD whose motor symptoms are dramatically alleviated by L-3,4-dihydroxyphenylalanine (L-DOPA) treatment [1] , suggesting that the higher preoperative catecholamine levels might be related to the better clinical outcome after surgery. However, we do not know the relationship between the preoperative catecholamine levels and the outcome of STN-DBS. Therefore, one of the purposes of this study is to clarify the relationship between the preoperative catecholamine levels and postoperative motor symptoms, cognitive functions and quality of life (QOL).
The experimental studies proposed that STN-DBS affects neurotransmitter release in the basal ganglia [5] [6] [7] [8] [9] . Although, STN-DBS works even in the absence of dopaminergic medication, the effectiveness of STN-DBS in the patient who responded well to dopaminergic medication suggest the causal link between the dopaminergic system and STN-DBS. Some studies have examined the effect of STN-DBS on striatal dopamine (DA) release [8, 9] . Although positron emission tomography (PET) measurements of [ 11 C] raclopride uptake during STN-DBS failed to demonstrate any change in striatal DA in humans [10] , several studies using a rodent model of PD revealed an increased striatal DA release with STN-DBS [8, 9, [11] [12] [13] [14] . The effect of STN-DBS on the DA metabolites such as 3,4-dihydroxyphenylacetic acid (DOPAC) and homovanillic acid (HVA) are also unknown in human. The second purpose of this study is to examine how plasma and CSF levels of catecholamine (including DA and serotonin and their metabolism) change after STN-DBS. We also aimed to examine serotonin and its metabolites because serotonergic raphe nuclei projecting to striatum are known to be degenerated and several studies have examined CSF serotonin levels in Parkinson's disease [15] .
Patients and Methods

Patients
Between December 2009 and October 2014, 25 patients undergoing bilateral STN-DBS implantation at the Chiba University Hospital were enrolled in the study. Patients were diagnosed with PD based on the United Kingdom (UK) Parkinson's Disease Society Brain Bank clinical diagnostic criteria [16] , and had reported medication-resistant motor fluctuations and complications. The clinical background of the patients is listed in Table 1 . Prior to enrolment in the study, patients had been treated with antiparkinsonian medications and were taking L-DOPA, decarboxylase inhibitors (DCIs), DA agonists, selegiline and entacapone; none took anticholinergics immediately before or during the study. The motor functions in the on and off phases were evaluated using the Unified Parkinson's Disease Rating Score (UPDRS) Part II and Part III, before and after STN-DBS. Quality of life was assessed with the Parkinson's Disease Questionnaire-39 (PDQ-39) summary index (SI) before and after STN-DBS. The cognitive functions were evaluated by mini mental state examination (MMSE) and frontal assessment battery (FAB). The UPDRS and the PDQ-39 SI were assessed with on stimulation after STN-DBS. Postoperative clinical evaluations were performed after 3 months and 1 year. The levodopa equivalent dose (LED) of antiparkinsonian medications was calculated as previously described.
Measurements of catecholamine levels in plasma and CSF
Plasma and CSF samples were collected an hour after oral administration of antiparkinsonian drugs (100mg of L-DOPA/DCI) in 25 patients before surgery. All patients agreed to the lumbar puncture procedure for evaluation before surgery. Of the 25 patients, CSF samples were collected in 11 patients who agreed to the lumbar puncture procedure at the follow up appointments, postoperatively. Postoperative plasma collection was only performed in 11 patients who agreed to the lumbar puncture procedure. The lumbar puncture at the follow up appointments was optional examination due to its invasive characteristics. Postoperative lumbar puncture was performed after 3 months in 6 patients, after 6 months in 1 patient, and after 1 year in 3 patients. The plasma and CSF samples were stored at −80°C. and catecholamine levels were analyzed using high-performance liquid chromatography (HPLC). Samples were pretreated with alumina extraction before measurements. Monoamines were detected with an equipped electrochemical detector system (HTEC500; Eicom). The mobile phase involved 0.1 M citric acid-0.1 M sodium acetate (pH 3.9) containing 140 mg/L sodium 1-octane sulfonate, 5 mg/L EDTA-2Na, and 15% methanol at a flow rate of 0.23 mL/min. The samples were manually injected into an analytical column (EICOMPAK SC-5ODS; 2.1 mm × 150 mm; Eicom). Monoamines were electrochemically detected using a graphite electrode (WE-3G; Eicom) at 700 mV relative to a silver/silver chloride reference electrode.
Statistical analysis
All data values are expressed as the mean ± standard error of mean (SEM). The commercially available IBM SPSS Statistics version 22.0 (IBM, Armonk, USA) software was used for the statistical analysis. Parameters before and after STN-DBS surgery were compared within subjects by Wilcoxon signed-rank test. Statistical significance was set at p < 0.05. Spearman's rank correlation coefficient was calculated to evaluate the relationship between preoperative catecholamine levels and postoperative motor (UPDRS-II and III score), cognitive (MMSE and FAB), and QOL(PDQ-39 SI and sub scores). A stepwise multiple linear regression study was performed to examine whether post-operative (3 months and 1 year later) motor functions (UPDRS-II and III score in on and off phase) and QOL (PDQ-39 SI) could be influenced by pre-operative plasma and CSF catecholamine levels.
Standard Protocol Approvals, Registrations, and Patient Consents
The study was approved by Chiba University Hospital Institutional Review Board and all patients gave informed consent. Written informed consent was obtained during on phase from all participants in the study. The approval from an ethical standards committee to conduct this study was received. None of the patients in this study had a compromised capacity/ability to consent. STN-DBS is contraindication for the patients with cognitive impairments who have a compromised capacity/ability to consent.
Results
The effect of STN-DBS on motor functions, quality of life, cognitive function and LED All procedures were performed without complications. The clinical evaluations of the effects of STN-DBS are listed in Table 1 . Mean LED was significantly decreased from 1032 ± 34.6 mg to 620 ± 42.3 mg after 3 months, 588 ±41.2 mg after 1 year, respectively. (Table 1 ) Furthermore, mean off phase UPDRS-III scores also significantly decreased from 44.3 ±2.3 to 22.4 ± 3.0 after three months, 25.0± 3.7 after 1 year, respectively. (Table 1 ) Mean PDQ-39 SI also decreased from 33.9 ± 2.9% to 25.6 ± 2.5% after 3 months, 26.7±3.3% after 1 year, respectively. (Table 1) Other clinical scores including UPDRS-II scores, MMSE, FAB are also listed in Table 1 .
The effect of STN-DBS on plasma catecholamine levels
Of the 25 patients, 11 patients agreed to lumbar puncture procedure at the postoperative follow-up, and postoperative plasma catecholamine levels were measured. Mean LED was significantly decreased from 949 ± 216 mg to 520 ± 315 mg before and after STN-DBS, respectively. Among 8 patients taking entacapone before surgery, 7 stopped its use after surgery. Similarly, among 3 patients taking selegiline before surgery, 2 stopped its use after surgery. Mean plasma L-DOPA levels changed from 1.790 ± 0.222 ng/μl to 1.785 ± 0.160 ng/μl and were not statistically significant. (Fig 1-1 -a) Mean plasma DOPAC levels and HVA levels showed large decrease after STN-DBS without statistically significance. Although the change in plasma DOPAC levels and HVA levels were large, the variability indicated as SEM was also large in the preoperative levels of plasma DOPAC and HVA. On the contrary, mean plasma 5-HIAA levels showed large increase after STN-DBS without statistically significance. The variability indicated as SEM was also large in the postoperative levels of 5-HIAA. (Fig 1-2-a and 1-3-a) The effect of STN-DBS on CSF catecholamine levels Of the 20 patients, 11 patients agreed to lumbar puncture procedure at the postoperative follow-up. Mean CSF L-DOPA levels changed from 0.299 ± 0.064 ng/μl to 0.246 ± 0.036 ng/μl and were not statistically significant. (Fig 1-1-b ) CSF HVA levels significantly increased from 0.00089±0.0003 ng/μl to 0.002±0.0008 ng/μl after STN-DBS. (Fig 1-2 The relationship between preoperative catecholamine levels and postoperative motor, cognitive functions and QOL Some of the preoperative plasma and CSF catecholamine levels had basically negative correlations with postoperative motor functions assessed by UPDRS-III scores suggesting that higher preoperative catecholamine levels were related to better outcome of motor symptoms after STN-DBS.
The preoperative plasma levels of L-DOPA had significantly negative correlations with postoperative UPDRS-III score in off phase three months after STN-DBS, whereas the preoperative plasma levels of HVA had positive correlations with postoperative UPDRS-III score in on and off phase one year after STN-DBS. (Table 2) The preoperative CSF DOPAC and 5-HT levels had significantly negative correlations with postoperative UPDRS-III score in off phase one year after STN-DBS and the preoperative CSF HVA levels had significant negative correlations with postoperative UPDRS-III score in on phase three months after STN-DBS. (Table 3) With regard to cognitive functions only preoperative CSF levels of DA had significantly negative correlations with postoperative FAB scores three months after STN-DBS. (Tables 4 and  5 ) In PDQ-39 SI, preoperative plasma DA level had significantly negative correlations with postoperative PDQ-39 SI one year after STN-DBS suggesting that higher preoperative plasma DA level resulted in better QOL one year after STN-DBS. Some of the preoperative levels of both plasma and CSF catecholamine had significantly negative correlations with pre and postoperative sub-scores of PDQ-39. (Tables 6 and 7) Stepwise multiple linear regression analysis
In UPDRS-II, both on and off score three months after STN-DBS was positively influenced by preoperative plasma HVA levels, whereas both on and off score 1 year after STN-DBS was not influenced by any of preoperative plasma and CSF catecholamine levels. (Table 8) In UPDRS-III, off score three months after STN-DBS was positively influenced by preoperative plasma HVA levels, whereas off score 1 year after STN-DBS was positively influenced by preoperative plasma HVA levels and negatively influenced by preoperative CSF L-DOPA levels. On the other hand, UPDRS-III on score three months after STN-DBS was negatively influenced by preoperative CSF L-DOPA levels and positively influenced by plasma HVA levels, whereas on score one year after STN-DBS was not influenced by any of preoperative plasma and CSF catecholamine levels. (Table 8) In PDQ-39 SI, QOL three months after STN-DBS was negatively influenced by preoperative CSF L-DOPA levels, whereas QOL 1 year after STN-DBS was negatively influenced by preoperative CSF DA levels. (Table 8 )
Discussion
The present study revealed that preoperative plasma and CSF catecholamine levels had significant correlations with postoperative motor, cognitive functions and QOL. Basically, the higher catecholamine levels were correlated with better motor, cognitive functions and QOL postoperatively with a few exceptions.
Stepwise multiple linear regression study showed that preoperative plasma HVA levels positively influenced UPDRS part IIand part III score after STN-DBS, whereas preoperative CSF L-DOPA levels negatively influenced UPDRS part II and part III score and PDQ-39 SI after STN-DBS. These results suggested that higher preoperative plasma HVA levels had negative influence on the postoperative motor symptoms (i.e., increase in the score of UPDRS), which is difficult to understand. On the other hand higher preoperative CSF L-DOPA levels had positive influence on the postoperative motor symptoms and QOL (decrease in the score of UPDRS and PDQ-39 SI), which seemed to be compatible with the notion that good responsiveness to L-DOPA therapy predict better outcome after STN-DBS [1] . The present study also examined how plasma and CSF levels of catecholamine change after STN-DBS. Although, mean plasma levels of DOPAC and HVA showed large decrease after STN-DBS without statistical significance, mean CSF levels of HVA showed large increase after STN-DBS with statistically significance despite the marked reduction in mean LED after STN-DBS. Mean CSF levels of DA and DOPAC showed large increase after STN-DBS without statistically significance. Mean plasma levels of 5-HIAA and CSF levels of 5-HIAA and 5-HT showed large increase without statistically significance. The precise effects of STN-DBS on catecholamine levels remain unclear with studies finding STN-DBS to increase, decrease, or maintain striatal monoamine levels in normal and PD rat models [8, 9, [11] [12] [13] [14] 17] . In addition, we have previously reported that the striatal levels of DOPAC were significantly decreased after cessation of subthalamic stimulation in PD rat models in which 6-hydroxydopamine was injected into left medial forebrain bundle [18] . In humans, positron emission tomography (PET) measurements of [ 11 C] raclopride uptake during STN-DBS failed to demonstrate any change in striatal DA [10] .
Although the present study revealed that CSF catecholamine levels tended to increase after STN-DBS despite the significant reduction in LED, it might be difficult to draw any conclusions due to small number of patients and large variability in SEM. We also do not know why plasma levels of DOPAC and HVA tended to decrease after STN-DBS. One of the advantage effects of the decreased plasma levels of DOPAC and HVA might be neuroprotection for PD. DOPAC and HVA are neurotoxic and induce apoptosis in cultured dopaminergic neuron by augmenting free radical-induced mitochondrial degeneration and eventually augmenting Charnoly Body (CB) formation implicated in apoptosis and progressive neurodegeneration. Metallothioneins (MTs) are low molecular weight (6-7kDa) cysteine-rich and antioxidant proteins that provide neuroprotection. In neurodegenerative disease, MTs inhibit CB formation by serving as free radical scavengers [19] [20] [21] [22] . MTs might also inhibit the neurotoxic effects of DOPAC and HVA. STN-DBS may augment brain regional MTs to provide mitochondrial neuroprotection in PD which remains to be further explored. However, these points need to be investigated with larger number of patients.
The correlations between preoperative catecholamine levels and postoperative clinical outcome have never been evaluated. However, because clinical outcome of STN-DBS depend on the responsiveness of preoperative L-DOPA treatment [1] , preoperative catecholamine levels might be important for the prediction of clinical outcome of STN-DBS. The present results were basically compatible with the predictions that higher levels of plasma and CSF catecholamine were significantly correlated with better motor functions (decrease in UPDRS-III scores), cognitive functions (increase in FAB scores) and better QOL (decrease in PDQ-39 SI and its sub-scores) postoperatively. However, the preoperative plasma HVA levels showed significantly positive correlations with the postoperative UPDRS-III score during the on and off phase examined one year after STN-DBS, whereas preoperative CSF HVA levels showed significantly negative correlations with postoperative UPDRS-III scores during on phase examined three months after STN-DBS. These contradictory results are difficult to understand.
CSF levels of 5-HT had negative correlations with postoperative UPDRS-III scores. This result suggest that higher levels of CSF 5-HT might be correlated with better motor functions postoperatively. Although, there are a large number of studies examining the levels of 5-HT and 5-HIAA with relation to motor and psychiatric symptoms in animal model of PD and patients with PD [15, 23] , the results of these studies were controversial. The present results concerning the preoperative CSF levels of 5-HT and postoperative clinical outcome should be evaluated in more detail in the future. A stepwise multiple linear regression analysis revealed that higher preoperative plasma HVA levels had negative influence on the postoperative motor symptoms, whereas higher preoperative CSF L-DOPA levels had positive influence on the postoperative motor symptoms and QOL. The higher preoperative CSF DA levels also had positive influence on the QOL one year after STN-DBS. Although it seemed to be reasonable that higher preoperative CSF L-DOPA and DA levels had positive influence on the postoperative motor symptoms and QOL, it is hard to understand that higher preoperative plasma HVA levels had negative influence on the postoperative motor symptoms. Because plasma HVA are derived from extra-neuronal organs such as liver, kidney and mesenteric organs containing catechol-Omethyltransferase [24] , it might be difficult to relate the plasma HVA levels with clinical symptoms in PD. On the contrary, several previous studies discussed the relationship between CSF HVA levels and clinical symptoms in PD [23, 25] . However, increased CSF HVA levels caused by L-DOPA treatment was not related with clinical improvement according to previous studies [23] . The relationships between CSF HVA levels and clinical symptoms need to be more carefully investigated in the future to conclude that whether preoperative CSF HVA levels are helpful for predicting postoperative clinical outcome.
There are some limitations to the present results. We could examine the postoperative CSF catecholamine levels in only 11 patients in this study. The small number of patients might have biased the results of postoperative CSF catecholamine levels in this study. The other limitation was that we did not measure the CSF catecholamine level during off stimulation, which might be important to confirm the effect of STN-DBS on CSF catecholamine levels. Stimulation should be turned off approximately 12 hours before lumbar puncture to evaluate the CSF catecholamine levels during stimulation off states. However, it is technically difficult to perform lumbar puncture during off stimulation due to the marked axial rigidity and bradykinesia. The patients might be suffering from keeping lateral position for more than 10 minutes during off stimulation. It seems to be unrealistic to perform lumbar puncture during off stimulation.
Another limitation in this study was that plasma and CSF levels of catecholamine were only assessed at 1 point before and after STN-DBS; therefore we do not know the extent to which the present data reflect overall catecholamine levels.
Although the AUC (Area under the curve) of CSF catecholamine may be more suitable for assessment than a 1-point evaluation of CSF catecholamine [26] [27] [28] , it not only requires invasive procedures, but it is unrealistic to monitor CSF catecholamine levels for a few hours before and after STN-DBS in large numbers of patients.
Conclusion
The preoperative catecholamine levels might affect the postoperative motor symptoms and quality of life. The catecholamine levels were not significantly reduced postoperatively despite the significant reduction in levodopa equivalent doses.
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